micropipette. Pour 360 µl of each gradient solution carefully into a centrifuge tube using P200 micropipette (180 µl x 2 times), not to make bubbles nor disturb the other layers. Layer in a centrifuge tube from the heaviest (30%) to lightest (5%) solution.
2. Leave tubes at 4 °C for more than one hour and keep it still until use. 11. Set the centrifuge tubes in the chilled ultracentrifuge rotor TLS-55.
12. Centrifuge for 4 h at 39,000 rpm (130,000 x g) at 4 °C by Optima MAX-TL.
Note: Set acceleration (Accel) and deceleration (Decel) at 8 and 0 (free deceleration), respectively.
13. Harvest 185 µl per one fraction to make 11 fractions using P200 micropipette, and transfer to 1.5 ml microtubes.
14. Store at -80 °C until use. CpG-1668 at 100 nM for 1 h).
4. Wash twice with 10 ml of ice-cold PBS in suitable tubes, and determine cell density and viability with a hemocytometer and trypan blue staining. show 70-80% trypan blue positive. Cells should be kept cold on ice.
8. Centrifuge the homogenate at 1,000 x g for 5 min at 4 °C and transfer the supernatant (the post-nuclear fraction) to new 1.5 ml tubes. Repeat this step three times.
9. Carefully layer 300 µl of the supernatant on the top of the gradient.
10. Set the tubes in the chilled ultracentrifuge rotor TLS-55.
11. Centrifuge for 4 h at 39,000 rpm (130,000 x g) at 4 °C by Optima MAX-TL.
Note: Set acceleration (Accel) and deceleration (Decel) at 8 and 0 (free deceleration), respectively.
12. Harvest 290 µl per one fraction to make 7 fractions using P200 micropipette, and transfer to 1.5 ml microtubes.
13. Store at -80 °C until use. 
